The genus Halomonas, belonging to the family Halomonadaceae within the class Gammaproteobacteria, contained more than sixty species at the time of writing with very heterogeneous features in regard to physiology and metabolism (Euzéby, 2011; de la Haba et al., 2011) . All members of the genus Halomonas have certain characteristics in common, such as being rod-shaped (except Halomonas halodenitrificans), non-endospore forming and requiring NaCl concentrations of 3-15 % (w/v) for optimum growth. They are chemo-organotrophic and the predominant metabolism is respiratory, with oxygen as the terminal electron acceptor, although some members of the genus are also capable of growing anaerobically with nitrate, nitrite or fumarate as electron acceptor. Members of the genus Halomonas can grow using a variety of compounds as sole carbon and energy sources. The main respiratory quinone is ubiquinone-9, the major polar lipids are phosphatidylglycerol, diphosphatidylglycerol and phosphatidylethanolamine, and the major fatty acids are C 16 : 1 v7c, C 17 : 0 cyclo, C 16 : 0 , C 18 : 1 v7c and C 19 : 0 cyclo. Most species of the genus Halomonas have been isolated from environments such as the sea, salterns, saline soils and endorheic lakes, and have also been found in seafood, marine invertebrates and even a mural painting. Some members of the genus have been recognized for their potential use in biotechnology because of their capacity to produce exopolysaccharides, compatible solutes and enzymes, and for their active role in the process of denitrification and the degradation of aromatic compounds (de la Haba et al., 2011; Oren, 2010) .
As a result of an on-going extensive ecological and taxonomic study in different hypersaline environments in Spain, Chile and Morocco (Amjres et al., 2011; Bouchotroch et al., 2001; González-Domenech et al., 2008a , 2008b , 2009 Llamas et al., 2011; Martínez-Cánovas et al., 2004a , 2004b . All data from this study unless otherwise indicated. All strains are rods; positive for Tween 20 hydrolysis, respiration on nitrate, aerobic nitrate reduction, growth on acetate, citrate, D-glucose, and succinate; negative for amylase activity, casein hydrolysis, tyrosine pigment production, haemolysis, lecithinase, ornithine decarboxylase, growth on aesculin, L-methionine and L-valine, acid production from Larabinose, amygdalin, D-mannitol, melibiose, L-rhamnose, sucrose and D-sorbitol; susceptible to ampicillin (10 mg) and penicillin G (10 mg). +, Positive; 2, negative. 
Erythromycin ( To characterize strain RS-16 T we followed the recommended minimal standards for describing new taxa of the family Halomonadaceae (Arahal et al., 2007) . The miniaturized systems API 20E and API 20NE were used to study biochemical and nutritional traits; remaining tests were conducted using the traditional methods described elsewhere (Ventosa et al., 1982; Quesada et al., 1983; Mata et al., 2002) . Table 1 shows the main phenotypic differences between the novel strain and related species of the genus Halomonas.
Genomic DNA from strain RS-16 T was prepared according to the method described by Marmur (1961) . The G+C content was estimated from the midpoint value (T m ) of the DNA (Marmur & Doty, 1962) . T m was determined by the graphic method (Ferragut & Leclerc, 1976 ) and the G+C content was calculated using the equation of Owen & Hill (1979) . The G+C content of reference DNA from Escherichia coli NCTC 9001 T was 50.9 mol% (Owen & Pitcher, 1985) . The G+C content of the DNA from strain RS-16 T was 56.2 mol%, which falls within the range of 52 mol% (Halomonas venusta) and 74.3 mol% (Halomonas ventosae) proposed for species of the genus Halomonas.
Phylogenetic analyses were undertaken on strain RS-16 T . The 16S rRNA gene was amplified by PCR with the forward primer 16F27 (59-AGAGTTTGATCMTGGCTCAG-39) and the reverse primer 16R1488 (59-CGGTTACCTTGTTAGG ACTTCACC-39), and the resulting PCR product was then cloned into pGEM-T cloning vector (Promega) as described elsewhere (Bouchotroch et al., 2001; Amjres et al., 2011) . The 16S rRNA gene sequence of the strain was obtained and used for phylogenetic analysis and for initial BLAST searches in the GenBank database, comparing the sequence to reference 16S rRNA gene sequences. Pairwise 16S rRNA gene sequence identity was also calculated using the EzTaxon-e server (http://eztaxon-e.ezbiocloud.net/; Kim et al., 2012) . Phylogenetic analyses were carried out using the software packages MEGA version 4 (Tamura et al., 2007) and PHYLIP (Felsenstein, 2002) following multiple alignments of the data by CLUSTAL_X (Thompson et al., 1997) . Distances were calculated and clustering was determined using the neighbour-joining, maximum-parsimony and maximum-likelihood methods to reconstruct phylogenetic trees supported by bootstrap values based on 1000 replications.
The almost complete 16S rRNA gene sequence of strain RS-16 T (1428 bp) contained the 15 signature nucleotides defined for the family Halomonadaceae and the four defined for the genus Halomonas (Dobson & Franzmann, 1996) . Phylogenetic analysis based on the maximum-likelihood, neighbour-joining and maximum-parsimony algorithms revealed that strain RS-16 T was included in the cluster of species of the genus Halomonas and constituted a different clade. All three methods resulted in highly similar tree topologies (Figs S1, S2 and S3, available in IJSEM Online). Fig. 1 shows the tree containing the novel isolate and the most closely related members of the family Halomonadaceae according to the maximum-likelihood algorithm. The most phylogenetically related species to strain RS-16 T was Halomonas cerina SP4 T , with a 16S rRNA gene sequence similarity value of 97.4 %. Halomonas campaniensis 5AG T and Halomonas gudaonensis SL014B-69 T , which were closely located to strain RS-16 T in the phylogenetic trees, showed 16S rRNA gene sequence similarity values of 96.7 % and 95.9 %, respectively. Evolutionary distances, including a correction factor for reverse mutations (Jukes & Cantor, 1969) , were calculated for sequence pairs by using a 'mask' (Lane, 1991) for non-identical or uncertain nucleotide positions.
DNA-DNA hybridizations between strain RS-16 T and three H. cerina strains were undertaken following the methods of Lind & Ursing (1986) (Stackebrandt & Goebel, 1994; Stackebrandt et al., 2002) .
Transmission electron microscopy was used to identify the cell size, morphology and peritrichous flagella of strain RS-16 T (Fig. S4) , according to the methods described by Bouchotroch et al. (2001) .
The fatty acids and quinones of strain RS-16 T were analysed at DSMZ by high-resolution GLC and HPLC, respectively. To this end, strain RS-16 T was grown at 32 u C in MY medium (Moraine & Rogovin, 1966) with 5 % (w/v) sea-salt solution (Rodríguez-Valera et al., 1981) . Strain RS-16 T contains a combination of fatty acids found in other species of the genus Halomonas (Dobson & Franzmann, 1996) , predominantly In conclusion, on the basis of phylogenetic, genotypic, phenotypic and chemotaxonomic characteristics, we consider that strain RS-16 T represents a novel species of the genus Halomonas, for which we propose the name Halomonas ramblicola sp. nov. N-acetylglucosamine, L-alanine, Lhistidine and L-serine are used as sole sources of carbon, nitrogen and energy, but L-arabinose, L-methionine, Lphenylalanine, L-threonine, L-tryptophan and L-valine are not. Susceptible to amoxicillin (25 mg), ampicillin (10 mg), cefalothin (30 mg), gentamicin (10 mg), nalidixic acid (30 mg), penicillin G (10 mg), rifampicin (5 mg), sulfamide (300 mg) and tetracycline (30 mg), and resistant to polymyxin B (300 IU), erythromycin (15 mg) and tobramycin (10 mg). The principal fatty acids are C 18 : 1 v7c and C 16 : 0 . The predominant respiratory lipoquinone is ubiquinone, with nine isoprene units (Q-9).
Description of
The type strain RS-16 T (5CECT 7896 T 5LMG 26647 T ) was isolated from a saline soil sample taken from Rambla Salada (Murcia, Spain). The DNA G+C content of the type strain is 56.2 mol% (T m method).
